The orthopoxviruses (OPV) comprise several emerging viruses with great importance to human and veterinary medicine, including vaccinia virus (VACV), which causes outbreaks of bovine vaccinia (BV) in South America. Historically, VACV is the most comprehensively studied virus, however, its origin and natural hosts remain unknown. VACV was the primary component of the smallpox vaccine, largely used during the smallpox eradication campaign. After smallpox was declared eradicated, the vaccination that conferred immunity to OPV was discontinued, favoring a new contingent of susceptible individuals to OPV. VACV infections occur naturally after direct contact with infected dairy cattle, in recently vaccinated individuals, or through alternative routes of exposure. In Brazil, VACV outbreaks are frequently reported in rural areas, affecting mainly farm animals and humans. Recent studies have shown the role of wildlife in the VACV transmission chain, exploring the role of wild rodents as reservoirs that facilitate VACV spread throughout rural areas. Furthermore, VACV circulation in urban environments and the significance of this with respect to public health, have also been explored. In this review, we discuss the history, epidemiological, ecological and clinical aspects of natural VACV infections in Brazil, also highlighting alternative routes of VACV transmission, the factors involved in susceptibility to infection, and the natural history of the disease in humans and animals, and the potential for dissemination to urban environments.
Introduction
The Poxviridae family is comprised of large DNA viruses, capable of infecting a variety of organisms. It is divided into two subfamilies: the Entomopoxvirinae, which are invertebrate viruses, and the Chordopoxvirinae, which are those that infect vertebrates. Orthopoxvirus (OPV) is a genus of the Chordopoxvirinae subfamily that is significant due to its impact on global public health. Among the remained obscure [1, 13, [15] [16] [17] [18] . However, several VACV strains have been described from different locations throughout the world. In India, a VACV sub-lineage, named buffalopox virus (BPXV), is a re-emerging zoonotic viral infection affecting mainly buffaloes, but also bovines, and humans that have come into direct contact with those infected animals [19] [20] [21] . The first recorded incidence of BPXV infection in buffaloes was in 1934 [22] [23] [24] [25] [26] , and since then several outbreaks have been described in India but also in other countries such as Pakistan, Egypt, Nepal, and Bangladesh [19, 20, 27, 28] . In addition, another VACV strain, named rabbitpox virus (RPXV), has been associated with infections in domestic rabbits in the Netherlands and the United States [29, 30] . The disease ecology and virus transmission chain for these strains are still poorly understood. Similarly to the Indian subcontinent, the circulation of VACV has been described in some South American countries including: Argentina [31] ; Uruguay [32] ; Colombia [33] , and; especially in Brazil [34] (Figure 1) . In this article, we present a comprehensive review of the literature combined with some recent data obtained by our research group focused on the emergence of VACV in Brazil due to the preponderance of cases reported, and also because of the impact that its natural circulation is causing in this country.
The circulation of zoonotic VACV was first reported in Southeast Brazil in 1999 [35, 36] . The infection was associated with several exanthematous outbreaks that have been described in Brazilian rural areas affecting mainly milking cattle and their handlers [37] [38] [39] [40] [41] [42] [43] [44] [45] [46] . In Brazil, the disease caused by VACV is popularly known as "bovine vaccinia" (BV), probably due to the fact that most cases have been described in dairy cattle. In this review, we will focus on the emergence of VACV in South America, mainly in Brazil, addressing the clinical, evolutionary and eco-epidemiological aspects. 
The Disease Named Bovine Vaccinia
Bovine vaccinia (BV) is the name used to describe a vesiculopustular exanthematous disease in milking bovine herds and dairy workers who are in direct contact with these animals. BV is The circulation of zoonotic VACV was first reported in Southeast Brazil in 1999 [35, 36] . The infection was associated with several exanthematous outbreaks that have been described in Brazilian rural areas affecting mainly milking cattle and their handlers [37] [38] [39] [40] [41] [42] [43] [44] [45] [46] . In Brazil, the disease caused by VACV is popularly known as "bovine vaccinia" (BV), probably due to the fact that most cases have been described in dairy cattle. In this review, we will focus on the emergence of VACV in South America, mainly in Brazil, addressing the clinical, evolutionary and eco-epidemiological aspects.
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Bovine vaccinia (BV) is the name used to describe a vesiculopustular exanthematous disease in milking bovine herds and dairy workers who are in direct contact with these animals. BV is characterized by exanthematic lesions on the teats and udders of affected cows [38, [47] [48] [49] [50] . In naturally infected cows, BV lesions appear as red papules mainly located on the skin of the teats and udder. Papules progress to vesicles and vesicles become umbilicated pustules surrounded by inflammatory tissue. These pustules progress to ulcers until complete wound healing occurs (Figure 2 ). Calves that feed on infected cows often present with lesions on the lips, muzzle, and mouth [38, 51] characterized by exanthematic lesions on the teats and udders of affected cows [38, [47] [48] [49] [50] . In naturally infected cows, BV lesions appear as red papules mainly located on the skin of the teats and udder. Papules progress to vesicles and vesicles become umbilicated pustules surrounded by inflammatory tissue. These pustules progress to ulcers until complete wound healing occurs ( Figure 2 ). Calves that feed on infected cows often present with lesions on the lips, muzzle, and mouth [38, 51] BV is considered an occupational zoonosis, with dairy workers and farmers being the main risk group. Studies reporting BV outbreaks have shown that affected individuals generally have direct contact with dairy cattle, often due to the activity of milking. In fact, the processes involved in milking process and basic cattle management represent the main route of VACV transmission [34] . Individuals who have direct contact with infected dairy cows will develop cutaneous localized punctuate lesions on the skin accompanied by itching and followed by local edema and vesicular lesions [38, 40, 42, 43, [56] [57] [58] . Systemic symptoms such as fever, headache, malaise, myalgia, inguinal lymphadenopathy and the development of secondary lesions are also observed (Figure 2) [34, 40, 42, 43, 59] .
During the intensified vaccination campaign for smallpox eradication in the 1970s, several outbreaks linked to domestic animals derived from vaccinated individuals were reported not only in Brazil but also in other South America countries [3] . Only at the end of the 90s, almost 20 years after the discontinuation of smallpox vaccination in Brazil, BV outbreaks started to emerge (Figure 2) [15, 34, 60, 61] .
The Good: Uncovering the Eco-Epidemiological and Evolutionary Aspects of Natural Infections with Vaccinia Virus
While the emergence of VACV in Brazil has had profound negative impacts on the dairy industry and public health in general, the natural circulation of this virus in the country offers a good opportunity to expand our understanding of its eco-epidemiological and evolutionary aspects.
The first Brazilian VACV isolate dates back to the 1960s and was isolated from wild and sentinel rodents through the efforts of the Rockefeller Institute for Research on Arboviruses located in Brazil [62] [63] [64] (Figure 1 ). However, BV outbreaks and VACV isolates from humans and dairy cattle appear in the literature from the late 1990s, from studies based in rural areas of the Southeast region of Brazil (Rio de Janeiro, São Paulo, and Minas Gerais states). While VACV circulation has been reported throughout the country, this southeast region of Brazil remains the epicenter of BV outbreaks, with Minas Gerais state being the most affected region. This is probably due to the fact that Minas Gerais state is the largest producer of milk in the country and possesses some of the largest dairy cattle herds in Brazil [34, [65] [66] [67] . Despite its increasing significance, BV notification is not mandatory to Brazilian health authorities and reports of outbreaks and case studies are still restricted to few research groups in Brazil. While many aspects of natural VACV infection have been described in the last two decades, much is still unknown about its circulation in nature, alternative routes of infection and its natural hosts/reservoirs.
Concomitant with its wide geographical spread, VACV has been detected in a broad range of host species including farming/production animals (bovines, equids, swine, and buffaloes) and companion animals (dogs and cats) [17, 34, 61, [68] [69] [70] [71] . VACV has also been reported in wildlife (Supplementary  Table S1 ) (capybaras, primates, and marsupials) [69, [72] [73] [74] and in synanthropic (Mus musculus and Rattus sp.) and wild rodents. Despite VACV detection in several mammalian species, viral circulation in sylvatic cycles and the identification of potential reservoirs still represent an aspect of its natural history that requires further exploration [15, 18, [74] [75] [76] .
In an attempt to elucidate the origin of BV outbreaks and a possible VACV reservoir, some investigators have demonstrated through serological or molecular evidence, OPV and VACV circulation in animals that naturally transit between rural and sylvatic environments. The detection of anti-OPV antibodies and VACV DNA in primates (Cebus apella and Alouatta caraya) from the Amazon region [72] and procyonids in São Paulo state are good examples [77] . Molecular and serological evidence of VACV circulation has also been observed in several species of marsupials (Didelphis sp., and Caluromys philander) and wild rodents (Calomys sp., Akodon sp., Necromys lasiurus, Trinomys setosus, Cerradomys subflavus, Oligoryzomys sp., and Nectomys squamipes) collected in regions with and without previous BV history [18] . It is important to emphasize that many of the captured rodents are generalists by habit, and therefore, easily adapt to anthropic environments [18] . Indeed, the importance of wild rodents in the VACV transmission chain in rural areas has been suggested, also in conjunction with interactions between wild rodents and marsupials, which could maintain natural VACV circulation and trafficking between forests and peridomestic environments [18] . Furthermore, data presented by Miranda and colleagues reinforce the findings proposed by Abrahão et al., who proposed an ecological model to explain how the rodents could act as a link for VACV spread between wild and anthropic environments [56] .
Since the isolation of the first presumably zoonotic VACV isolates in Brazil, two controversial hypotheses have arisen relating to BV outbreaks and the origin of VACV [15, 17, 75, 78] . The first of these proposes that Brazilian vaccinia viruses (Br-VACV) originate from a vaccine strain, which could have escaped to the field. The second hypothesis proposes that these isolates had been circulating among wild animals before the introduction of VACV, though have recently emerged as zoonotic agents. Several studies have confirmed a remarkable two-type population structure following analysis of several VACV isolates, distinguishable by their genetic and biological features, such as molecular signatures (single nucleotide polymorphism (SNP) and insertion or deletion of bases (indels) in hallmark genes), and their virulence in vivo and in vitro [17, 68, 79, 80] . Recently, Medaglia and colleagues [17] proposed a new evolutionary relationship between the Br-VACV isolates and VACV vaccine strains based on molecular analysis of Serro 2 virus (S2V) and Cantagalo virus (CTGV), two Br-VACV isolated during BV outbreaks [35, 43] . In that study, the S2V and CTGV were genetically related to VACV Instituto Oswaldo Cruz (VACV-IOC) strain, and not horsepox virus, which is believed to be related to an ancestor of the VACV lineages [13, 17] . However, the absence of whole genome sequences from Br-VACV isolates represents a significant gap that would help to elucidate the origin and evolutionary history of the viruses circulating in South America. On the other hand, the characterization of VACV isolated in Colombia during the outbreak in 2014 could provide clues to better understand the evolutionary history of VACV, and also its natural transmission cycle. Usme-Ciro et al. demonstrated that the VACV identified in Colombia were related to Br-VACV group 1 isolates, although phylogenetic analysis suggests that the strains from Brazil and Colombia diverged long ago or independently arose [33] .
Based on the canonical gene marker A56R (viral hemagglutinin) [81, 82] phylogenetic analysis showed the clustering of Br-VACV isolates in two distinct clades ( Figure 3 ) corroborating previous studies [15, 17, 18, 33] . Following naming conventions already proposed in the literature these Br-VACV clades have been designated as Group 1, comprised of S2V, CTGV, Guarani P2 virus (GP2V), Passatempo virus (PSTV) and other non-virulent strains; and Group 2, comprised of Guarani P1 virus (GP1V), Serro virus 2011 (SH2V), Pelotas 1 virus (P1V) and other virulent strains.
Smallpox eradication remains one of the most important achievements in science and public health and, during that time, many different VACV strains were used as vaccines around the world. Consequently, its escape to the field is a plausible event. However, the presence of two biological and genetically divergent groups suggests a distinct evolutionary history for Br-VACV. The lack of complete VACV genome sequences derived from naturally circulating VACV isolates means that we can only speculate on the origins of Br-VACV strains and their relationship to vaccine strains. Despite the fact that other studies using gene markers for phylogenetic inference have consistently confirmed the two-type population structure of Br-VACV isolates, our analysis ( Figure 3 ) only represents a small portion of the entire genome, used here as the A56R gene has been largely used in the molecular characterization of most VACV isolates during BV outbreaks [68, 75, 83 ]. An alternative hypothesis worth considering is the possible misdiagnosis of cowpox virus in Brazil in past decades. Veterinarian textbooks describe cowpox lesions in cattle and in 1985 there was, for example, a publication reporting the detection of cowpox biologically identified as cowpox virus, but with characteristics of what we now know as bovine vaccinia [84] . This could indicate the circulation of zoonotic Br-VAVC well before the Br-VAVC outbreaks that emerged during the late 1990s [85] [86] [87] .
Our data reinforce the previous reports that indicate the circulation of two distinct Br-VACV groups. These data support the notion that both scenarios, that is, the emergence of wild isolates and vaccine Viruses 2017, 9, 340 7 of 21 escape, may have contributed to the emergence of the two distinct zoonotic Br-VACV groups in circulation. Lastly, looking beyond the intricate evolutionary history of Br-VACV, it is reasonable to be concerned that the emergence of new genetic variants could give rise to more virulent strains in the future, thereby having a greater impact on public health and in the environment.
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Figure 3. Phylogenetic analysis based on the A56R gene of VACV vaccine and wild isolates, with cowpox virus (CPXV) sequences included as an outgroup. These sequences are available in the NCBI nucleotide database under the GenBank Accession Numbers provided in brackets on the tree. The sequences were aligned by using ClustalW algorithm and the evolutionary history was inferred by using the Maximum likelihood (ML) method, using Mega 7.0 (GE Healthcare, Buckinghamshire, UK) software and the Jukes-cantor model was selected for ML inference by the program JmodelTest 2.1.6 (Free Software Foundation, Inc., Boston, MA) The evolutionary distances were computed using the Maximum Composite Likelihood method with 1000 Bootstrap replicates. The analysis involved 65 nucleotide sequences with a total of 734 positions in the final dataset. Evolutionary analyses were conducted in Mega 7.0 software.
The Bad: The Economic and Public Health Burden Associated with Bovine Vaccinia and the Alternative Routes of Zoonotic VACV Transmission in Brazil

The Burden of Bovine Vaccinia for Agricultural Industry in Brazil
The agricultural industry is extremely important to the Brazilian economy. Brazil is ranked as the fourth largest dairy producer in the world, and around 35 billion liters of milk were produced in 2015, generating 30 billion US dollars, and employing 4 million people [88, 89] . Minas Gerais state is traditionally known for the production of milk and milk-derived products and accounts for 25.5% of the total volume of milk produced in Brazil, leading the national average [88] . As BV outbreaks mainly affect dairy cattle and milkers, the disease has a great impact on the dairy economy. Because infected individuals experience a 21-day period of illness, they became temporarily unavailable to work due to the painful vesiculopustular lesions developed, and also further systemic symptoms (Figure 2 ). Hence, with the rural workers sick and temporarily away from work, there is a need to acquire new dairy professionals [15, 34, 38, 40, 43, 53, 90, 91] . Importantly, during the onset of illness, the Phylogenetic analysis based on the A56R gene of VACV vaccine and wild isolates, with cowpox virus (CPXV) sequences included as an outgroup. These sequences are available in the NCBI nucleotide database under the GenBank Accession Numbers provided in brackets on the tree. The sequences were aligned by using ClustalW algorithm and the evolutionary history was inferred by using the Maximum likelihood (ML) method, using Mega 7.0 (GE Healthcare, Buckinghamshire, UK) software and the Jukes-cantor model was selected for ML inference by the program JmodelTest 2.1.6 (Free Software Foundation, Inc., Boston, MA) The evolutionary distances were computed using the Maximum Composite Likelihood method with 1000 Bootstrap replicates. The analysis involved 65 nucleotide sequences with a total of 734 positions in the final dataset. Evolutionary analyses were conducted in Mega 7.0 software.
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The Burden of Bovine Vaccinia for Agricultural Industry in Brazil
The agricultural industry is extremely important to the Brazilian economy. Brazil is ranked as the fourth largest dairy producer in the world, and around 35 billion liters of milk were produced in 2015, generating 30 billion US dollars, and employing 4 million people [88, 89] . Minas Gerais state is traditionally known for the production of milk and milk-derived products and accounts for 25.5% of the total volume of milk produced in Brazil, leading the national average [88] . As BV outbreaks mainly affect dairy cattle and milkers, the disease has a great impact on the dairy economy. Because infected individuals experience a 21-day period of illness, they became temporarily unavailable to work due to the painful vesiculopustular lesions developed, and also further systemic symptoms (Figure 2 ). Hence, with the rural workers sick and temporarily away from work, there is a need to acquire new dairy professionals [15, 34, 38, 40, 43, 53, 90, 91] . Importantly, during the onset of illness, the interaction between humans and animals favors the spread of infection to the cattle herd, as well as the introduction of sick cattle to naïve herds through trade between farms or through sick dairy workers who often work at more than one property per day [36] .
Regarding dairy cattle, the presence of painful vesiculopustular lesions, followed by secondary bacterial infections (Figure 2) , makes the milking process difficult, resulting in a decreased milk production. The attack rate in lactating cows is generally very high, ranging from 80-100%, which can lead to a rapid viral dissemination throughout the cattle herd, also affecting calves that feed on sick lactating cows [34, 53] . The vesiculopustular lesions present on the cows' teats are very painful, and the action of milking action can lead to the loss of teats thereby reducing milk production. There is currently no evidence that milk contaminated with VACV particles can cause disease, that is, lesions on the mouth. Furthermore, there are no studies demonstrating the presence of anti-VACV antibodies in people who ingested raw milk and cheese but did not handle infected dairy cattle [92, 93] . As a consequence, the small properties that depend exclusively on the dairy economy as the main source of income are largely affected. Furthermore, there are high financial costs associated with medical and veterinary expenses during the quarantine period, which is mainly a burden to small farmers [34, 38, 53] .
Another important aspect associated with BV burden is the under-reporting of most outbreaks, and probably the absence of a differential diagnosis that could promptly improve surveillance efforts [43, 92, 94] . BV can easily be confused with other vesicular diseases that affect cattle, such as foot-and-mouth disease, vesicular stomatitis, pseudocowpox, bovine papular stomatitis virus (BPSV) and herpetic mamilitis [45, 76, 95] . Control measures can be implemented to reduce and prevent the spread of VACV, such as the suspension of trade and/or traffic of the dairy herd, as some authors have demonstrated the spread of VACV through cattle movement [96, 97] .
Bovine Vaccinia: A Neglected Public Health Concern
In natural VACV infections, the classical form of transmission is through direct contact between rural workers (milkers and farmers) and infected bovines, making BV an occupational zoonosis [34, 78, 91] . During the milking process, rural workers that handle infected dairy cows without adequate personal protective equipment (i.e., gloves) can easily be infected with VACV. Infected individuals commonly develop vesicular lesions on their hands and forearms, and, as VACV is epitheliotropic, the infection can easily disseminate throughout the body by self-inoculation [40, 53, 98] .
BV outbreaks have high morbidity, with active infections reported in approximately 80% of humans working on affected properties and has been attributed to immune modulation by VACV [99] . Despite the impact of BV outbreaks on the dairy economy and public health, epidemiological surveillance is not sufficient to monitor and control the disease, and the number of human cases is still underestimated [92] . The incidence and prevalence of VACV infections are poorly studied in Brazil. Recently, Costa and colleagues detected neutralizing antibodies against OPV at a prevalence of 30.8% in a rural population from an important dairy basin in Minas Gerais state, where several BV outbreaks have been recorded [43, 68, 93] . Although 32.1% of individuals in that study were vaccinated against smallpox, almost 20% of non-vaccinated individuals were exposed to zoonotic VACV infections [92] . Several risk factors for VACV infection were noted in the study group including being employed as rural workers, direct contact with bovines and equids, milking, contact with raw milk for cheese production, and the occurrence of previous BV outbreak in the area [92] . Likewise, Mota et al. observed an overall seroprevalence of 27.9% in individuals from Amazonian rural villages, with 23.4% of non-vaccinated individuals exposed to zoonotic VACV infections.
Another important concern associated with BV outbreaks is the inadequate treatment of infected individuals, related to the difficulty of healthcare professionals in recognizing the disease [34, 43, 94] . Clinically, human VACV infection can be confused with other similar vesiculopustular infections such as parapoxviruses, leishmaniosis, mycosis, staphylococcal or Bacillus anthracis, making an accurate diagnosis difficult [54, 94, 100, 101] . Concerning the similarity between the infections caused by parapoxvirus and orthopoxvirus, it is important to highlight that cases of co-circulation and co-infection between parapoxvirus and VACV have already been described in Brazil, making the possibility of a clinical diagnosis even more difficult [54, 94, 100, 101] .
A recent study evaluated the knowledge of healthcare professionals from a BV endemic area, and confirmed that 43.1% of participants were unaware of BV and aspects related to zoonotic VACV infections [94] . A common theme in the literature is that person-to-person VACV transmission can easily occur due to the direct contact with individuals recently vaccinated against smallpox [102] [103] [104] [105] [106] [107] , and direct contact with individuals naturally infected with zoonotic VACV [93, 104, 108] . Hence, person-to-person transmission should not be neglected during zoonotic BV outbreaks as infected individuals could act as possible sources of infection for healthcare professionals, increasing the burden to public health [94] . Furthermore, the possibility of nosocomial VACV spread should not be neglected [109] , and further attention should be given to these infections, mainly due to the possible fatal complications that can occur in immunocompromised patients [102, 110] .
Alternative Routes of Zoonotic VACV Infections
As already mentioned, BV outbreaks and VACV infections have been described in all Brazilian territories (Figure 1, Supplementary Table S1 ), and most affected hosts are humans and bovines [34, 91] . However, many other hosts have been suggested to participate in the VACV transmission chain [18, 34, 69, 70, 74, 91] , as well as additional forms of zoonotic VACV transmission [93] . Since the detection of anti-OPV neutralizing antibodies in residents of rural settlements in the Brazilian Amazon (Acre state), a region without any reports of BV outbreaks previously, some authors have discussed other possible VACV exposure routes to humans [111] . No correlation was observed between antibody detection and contact with cattle in this region. These data point towards alternative routes of OPV exposure and the hypothesis proposed is the close interaction between these individuals and the wild environment [111] . However, Costa and colleagues, upon evaluating a rural population from a BV endemic area, did not observe a correlation between anti-OPV neutralizing antibodies and contact with wild environments. Despite this, access to wild areas and contact with wild animals should be better explored as a possible route of human infection [92] .
Corroborating the hypothesis that alternative routes of VACV transmission exist in Brazil, a family cluster was investigated for a possible case of person-to-person VACV infection [93] . Neutralizing antibodies and VACV DNA were detected in the blood of subjects, and manual milking was excluded as the main source of exposure. It was assumed that transmission had occurred via direct contact between the test subject and the farmer who had VACV lesions on his hands [93] . Previous studies of intrafamilial transmission were described in which VACV was transmitted by milkers to other residents on their properties through direct contact [104, 108] . In addition, VACV was isolated from domestic utensils in the home environment of an infected patient during a BV outbreak [58] . Indeed, VACV particles are resistant in the environment, remaining viable across a range of temperatures or associated with organic matter [112, 113] . However, in the family cluster study mentioned previously, participants reported the usual consumption of raw milk and artisanal cheese [93] . Taking this into account, the possible role of milk and dairy products as a source of infection has raised interesting questions regarding VACV epidemiological cycle [50, 76, 114, 115] . Some reports support the hypothesis that milk is a potential source of VACV exposure and/or transmission. The first evidence in support of this was the isolation of VACV from milk samples during BV outbreaks in Minas Gerais [76] . Viral particles could remain viable even after contaminated milk being submitted to different thermal treatments [114] . Recently, Rehfeld and colleagues evaluated the ripening process applied to reduce cheese contamination and modify its physical and chemical characteristics. However, VACV infectious particles persisted throughout and following the ripening process and were isolated 60 days after the ripening period. Additionally, VACV DNA was detected in milk from symptomatic and asymptomatic dairy cows, including properties where BV outbreaks had not reported [50] .
In Minas Gerais state, artisanal cheese has been recognized as an intangible heritage item, and is traditionally made using raw milk. To better understand the role of artisanal cheese as a possible source of VACV infection, we analyzed commercial artisanal cheese samples produced in Minas Gerais State. A total of 38 samples were collected from June 2015 to June 2017 in Belo Horizonte city, however, the samples were produced on dairy basins, corresponding to the following cities or state regions: Serro, Araxá, Alto Paranaíba/ Cerrado and Canastra (Figure 4) . OPV-specific nested-PCR was performed targeting the C11R gene. Real-time PCR targeting A56R gene was also performed [51, 80, 116] . Eight samples (21.0%) tested positive for C11R gene, and three (7.9%) for A56R (Table 1 ). Only one sample (2.6%) tested positive for both targets. The alignment of the C11R fragments showed high similarity to the other VACV isolates from Brazil (Figure 4) . OPV-specific nested-PCR was performed targeting the C11R gene. Real-time PCR targeting A56R gene was also performed [51, 80, 116] . Eight samples (21.0%) tested positive for C11R gene, and three (7.9%) for A56R (Table 1 ). Only one sample (2.6%) tested positive for both targets. The alignment of the C11R fragments showed high similarity to the other VACV isolates from Brazil (Figure 4) . To our knowledge, this is the first report on the detection of VACV DNA in commercial artisanal cheeses in Brazil. Previous studies also analyzed viral viability in experimentally contaminated milk and its derivatives [50, 76, 114] . The consumption of artisanal cheese has already been identified as a possible new route of VACV transmission [92, 93] . This relationship was also discussed during a buffalopox virus outbreak in India [98] . However, it was not clear in that study whether oral lesions resulted from milk consumption or the autoinoculation process [91] . Furthermore, Rehfeld and colleagues presented data on the transmission of VACV through the ingestion of contaminated milk using a mouse model. In addition, systemic viral spread with molecular detection of VACV DNA in the oral mucosa and feces was observed, even though all animals remained asymptomatic [117] .
A study by de Oliveira et al. has demonstrated that VACV is not inactivated after thermal treatment [114] . Combined with the results presented here we believe that viral particles remaining viable and infectious throughout the ripening process is plausible and the consumption of artisanal cheeses may represent a real route of human exposure to the virus. It should be emphasized that the artisanal cheeses produced in the Minas Gerais are commercialized all over Brazil and other countries. No clinical cases of VACV infection have been directly linked to the consumption of milk or milk-derived products despite their widespread consumption in Brazil and elsewhere. Consequently, additional studies are necessary to clarify the role of raw milk and its derivatives in the VACV transmission chain.
The Ugly: Spreading of VACV to Urban Environments
The emergence of VACV in Brazil has had a significant impact on both the dairy economy and public health. Moreover, recent findings related VACV circulation in urban areas have raised a greater concern due to the risks and burden that could be associated with human infections.
Dutra and collaborators recently detected VACV DNA in capybaras (Hydrochoerus hydrochaeris) in wild areas in Pantanal and Minas Gerais state, but also in urban areas of Belo Horizonte city, Minas Gerais [69] . Capybaras are the largest wild rodent in the world, restricted to the Americas, adapt easily to anthropic environments, and can easily transit between rural and urban environments [74, 118] . Hence, some investigators have suggested that these animals could transfer VACV between rural and domestic environments as they transit between farms and urban areas.
Another study describes the detection of VACV in domestic cats from urban areas in Brazil [70] . OPV neutralizing antibodies and VACV DNA were detected in domestic cats from Belo Horizonte city, Minas Gerais state [65] . Two important aspects of this study should be highlighted in the context of VACV ecology: (1) the geographic areas in which VACV-positive cats were detected comprise areas with little verticalization and the presence of green areas containing domestic animals such as bovines and equids, and wild animals (rodents, coatis, etc.); (2) the highest number of VACV-positive cats were detected in the region of Pampulha, the same region in which we had demonstrated VACV circulation in capybaras [69] . These data demonstrate that the virus is circulating in the urban environment and that the detection of VACV in capybaras in this area was not an isolated phenomenon. Considering the presence of bovines, equids and also wild rodents in this region, we may be facing the establishment of a new and still poorly understood urban cycle of VACV transmission [65] . Also, these findings highlight the possible threat this situation poses to non-vaccinated individuals and to public health in the region. If we consider the absence of vaccination and the lack of specific treatments together with the high population contingent that can be exposed to the virus, the circulation of VACV in urban environments certainly poses an ugly scenario. Also, another aspect regarding VACV emergence in large human populations that should be explored in further studies is the potential for increased virulence, associated with human adaptation and host range changes, as has been demonstrated for the variola virus and recently for monkeypox virus [2, 119] .
We propose a hypothetical model based on a previous study by Abrahão et al. [56] . Based on current trends, this hypothetical model could illustrate the dynamic of VACV circulation in urban, rural and wild areas ( Figure 5 ), and also considers important information regarding the role of domestic animals and wildlife in the VACV natural cycle. Initially, VACV outbreaks were described in rural environments affecting dairy cattle and humans. Later, it was demonstrated that other farming animals such as equids could be implicated in the VACV transmission chain. No VACV transmission has been described from equids to humans until the recently. It has been hypothesized that wild rodents could be VACV reservoirs, and peridomestic rodents could act as the link for VACV spread between wild and rural environments, promoting the transmission among wild mammals and dairy cattle, and other farm animals and humans. The circulation of VACV in wild animals such as capybaras and coatis in urban areas could favor the direct spread of VACV between wild and urban environments. Another alternative route of VACV spread in urban areas is through contaminated commercial artisanal cheese. However, while VACV could be detected in dairy food, this alternative route is still poorly understood and further studies are necessary to clarify the role of dairy products in the transmission of VACV.
Viruses 2017, 9, 340 13 of 21 Figure 5 . Hypothetical model highlighting the dynamic of vaccinia virus circulation in different hosts from wild, rural and urban environments. VACV outbreaks have been largely described in rural areas, affecting mainly dairy cattle and milkers. Equids have also been affected, although there are no human cases associated with direct contact with horses. Peridomestic rodents have been postulated as the link between bovine vaccinia (BV) outbreaks in dairy farms and VACV circulation in wildlife. Wild rodents could act as VACV reservoirs and transmit the virus to other small mammals, as well as peridomestic rodents, thus maintaining the wild-rural cycle. In urban areas, the dynamic also involves wild rodents that could be in contact with other mammals such as capybaras and coatis. These wild species can interact with domestic animals such as dogs and cats that live in regions bordering green areas (natural parks and forest reserves), which could favor VACV spread and transmission to other domestic animals and humans. Alternatively, VACV could be disseminated to urban areas through contaminated dairy products. Solid lines represent hypotheses already described. Dashed lines indicate new hypotheses pointed out by our group.
Concluding Remarks
Twenty years have passed since the first report confirming the circulation of vaccinia virus in Brazil. At that time, the researchers involved in the isolation and characterization of these wild and/or zoonotic isolates found it difficult to convince the scientific community that these isolates were real sylvan isolates and not mere laboratory contaminants. Today, however, the circulation of VACV in wild, rural and even urban environments in Brazil is a scientific fact. In response, a new line of discussion is necessary, at the very center of which lies an important question: how should public health authorities respond to VACV circulation to protect public health interests?
This review seeks to establish what we consider the positive and negative aspects related to the emergence of VACV in Brazil. We highlight the possibility of broadening our understanding about the ecological and evolutionary aspects of the virus as a positive aspect of VACV emergence in the region (the good), though we also discuss the negative impact that bovine vaccinia virus has had on Figure 5 . Hypothetical model highlighting the dynamic of vaccinia virus circulation in different hosts from wild, rural and urban environments. VACV outbreaks have been largely described in rural areas, affecting mainly dairy cattle and milkers. Equids have also been affected, although there are no human cases associated with direct contact with horses. Peridomestic rodents have been postulated as the link between bovine vaccinia (BV) outbreaks in dairy farms and VACV circulation in wildlife. Wild rodents could act as VACV reservoirs and transmit the virus to other small mammals, as well as peridomestic rodents, thus maintaining the wild-rural cycle. In urban areas, the dynamic also involves wild rodents that could be in contact with other mammals such as capybaras and coatis. These wild species can interact with domestic animals such as dogs and cats that live in regions bordering green areas (natural parks and forest reserves), which could favor VACV spread and transmission to other domestic animals and humans. Alternatively, VACV could be disseminated to urban areas through contaminated dairy products. Solid lines represent hypotheses already described. Dashed lines indicate new hypotheses pointed out by our group.
This review seeks to establish what we consider the positive and negative aspects related to the emergence of VACV in Brazil. We highlight the possibility of broadening our understanding about the ecological and evolutionary aspects of the virus as a positive aspect of VACV emergence in the region (the good), though we also discuss the negative impact that bovine vaccinia virus has had on the milk economy and on public health (the bad). This situation becomes ugly when we consider the evidence for VACV circulation in urban environments, which could have extremely dire consequences as the virus encounters a large non-immune population.
In Brazil, as in most of the world, vaccination against smallpox was terminated in the 1970s and the last case of smallpox in the country was described in April 1971. Therefore, a large part of the population is no longer immune to poxvirus infections, either because immunity has waned over the last 40 years or simply because the majority of people are too young to have been vaccinated. As of today, smallpox vaccines, composed of less virulent strains of vaccinia virus such as the Modified vaccinia virus Ankara (MVA) or the ACAM2000™-a plaque-purified derivative of the US Dryvax Vaccine-are available in many countries as a result of the heightened fear of smallpox reintroduction [10, 120, 121] . Nonetheless, would it be feasible to vaccinate Brazilians against vaccinia virus? From an immunological point of view, there are few doubts about the efficacy of smallpox vaccines against those VACV isolates (although no studies on the matter have been systematically conducted). Thus the real question is whether it would truly be necessary. This question is far more difficult to answer. At this point, there is an unequivocal pattern of virus spread in the country, as a growing number of isolates have been obtained all over Brazil, from different hosts, and in different environments ( Figure 1) . Likewise, increased contact between these viruses and people has been documented [58, 93, 108] . Furthermore, many would say that the difficulties-or even risks-posed by a mass vaccination campaign using poxvirus vaccines in people is simply not justifiable in terms of the number of individuals at risk of infection. Indeed, due to the fact that the notification of BV is not compulsory in the country, we do not have access to the real number of cases in humans. Besides, we also do not have access to official data regarding adverse effects that arise from smallpox vaccination in the country, which prevents us from considering the real benefit of resuming vaccination. Others may say that the availability of new anti-poxvirus drugs, such as the ST-246 and CMX-001 [121, 122] , could circumvent the constraints of mass vaccination against orthopoxviruses as the number of affected people has not yet been considered indicative of an epidemic. Moreover, vaccinia immunoglobulin therapies also represent a feasible approach to treatment or prophylaxis that could undermine the need of mass vaccination [123] . However, even if we have drugs and immunoglobulin therapies available to treat VACV infections, Brazil still has issues related to treatment costs and implementation policies.
While this picture is alarming, the occurrence of BV in Brazil still represents a big question mark from a public health point of view, as scientists and officials alike are uncertain of the true public health significance of this disease and, consequently, how to manage it.
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